viously reported that more HSCs could be recovered by able at http://www.cell.com/cgi/content/full/118/2/149/ collagenase treatment of bone than by flushing alone DC1). This observation was not due to an increase in (Funk et al., 1994 Figure 1B , 92.4 Ϯ 6.7% of KSL-SP and the localization of Tie2 ϩ HSCs was restricted to the bone surface, we assumed that Tie2/Ang-1 signaling cells were PY Ϫ , suggesting KSL-SP cells were in the G0 phase of the cell cycle. In addition, a proportional was required for establishment of the BM niche. To test this hypothesis, we first investigated the localization of increase in G0 cells in KSL fraction was observed during mouse development, correlating closely with the relative Ang-1 producing cells in BM. As shown in Figure 3A (Figure 7C, b) . In addition, recovery of becular bone. Moreover, BrdU long-term retaining Tie2 ϩ cells were localized on the bone surface. Our observahematopoiesis following 5-FU treatment was observed in Ang-1 mice, as opposed to controls (Figure 7C, d) .
tions are also consistent with previous findings that HSCs were localized on the bone surface (Nilsson et al., Taken together, these data clearly demonstrate that 20% FCS/␣-MEM containing 10 Ϫ5 M 2ME, 50 ng/ml IL-6, and 50 ng/ Fluorescence images were obtained using confocal laser scanning ml SCF. After two days of cultivation, cultured BMMNCs and virus (Carl Zeiss LSM 510 system; Carl Zeiss). BrdU long-term retaining solution were added to a culture dish precoated with RetroNectin assay was performed as described previously (Zhang et al., 2003) . and incubated for two days. The virus solution was changed twice Western blot analysis was performed as previously described daily during cultivation. The efficiency of gene transduction was (Iwama et al., 1996) . evaluated by GFP expression. After transduction, cells were collected and transplanted into lethally irradiated B6-Ly5.2 mice.
Isolation of Bone-Associated Cells by Collagenase Treatment
For preparation of bone-associated cells, femurs and tibias were
